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ABSTRACT: The role of interleukin-12 (IL-12) in Thl cell 

differentiation is well established. The heterodimer p70, composed of a 
p40 and a p35 chain, is the biologically active form. IL-12 
production by human monocytes is enhanced by interf eron-gamma (IFN-gamma) 
and inhibited by IL-10 and prostaglandin E-2 {PGE-2) . Peripheral blood 
mononuclear cells from human immunodeficiency virus (HIV) -infected 
individuals reportedly have impaired IL-12 p40 and p70 

production on stimulation with Staphylococcus aureus Cowan I (SAC) in 
vitro. Both PGE-2 and IL-10 previously were proposed to be instrumental 
in this defect in IL-12 production. Here, we studied IL 
-12 p40 and p70 production in relation to IL-10 and PGE-2 
production in whole blood cultures from HIV-infected individuals. On 
stimulation with lipopolysaccharide, IL-12 production was 
normal. However, on stimulation with SAC, IL-12 p40 and p70 
production was decreased in HIV-infected individuals and correlated 
significantly with decreased peripheral blood CD4+ T-cell number and 
T-cell reactivity to CD 3 monoclonal antibody in vitro. 
However, IL-10 and PGE-2 production in cultures from HIV-infected 
individuals was normal and did not relate to IL-12 
production. In conclusion, IL-12 production by cells from 
HIV-infected individuals is impaired under certain conditions in vitro 
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ABSTRACT: Background. Tolerance is gaining momentum as an approach to 
reduce lifelong immunosuppressive therapy while improving transplant 
longevity. Anti-CD3 immunotoxin (IT), FN18-CRM9, has potential to induce 
tolerance owing to its exceptional ability to deplete sessile lymph node 
T cells. However, if initiated at the time of transplantation, 
alpha-CD3-IT alone elicits a proinflammatory cytokine response, 
precluding establishment of tolerance. Methods. Four groups of rhesus 
monkeys received kidney allografts and immunosuppression. Three groups 
received alpha-CD3-IT alone or alpha-CD3-IT supplemented with 
15-deoxyspergualin (DSG) and/or methylprednisolone (MP) . One group 
received alpha-CD3-monoclonal antibody with DSG and MP. 

Cytokines were measured by enzyme-linked immunosorbent assay. Results: 
Supplementing peritransplant alpha-CD3-IT treatment with a brief course 
of DSG and MP promoted rejection-kidney allograft acceptance in 15% of 
macaques followed for up to 550 days. Among those given alpha-CD3-IT 
alone or with MP, none were long-term survivors. Tolerance developed 
after alphaCD3- IT, DSG, and MP treatment, but not when the unconjugated 
alpha-CD3 monoclonal antibody was substituted for IT. 



Systemic production of proinflammatory cytokines interf eron-gamma 
{IFN-gamma) and tumor necrosis factor-alpha induced after peritransplant 
alpha-CD3-IT was prevented only in animals given DSG . Despite high levels . 
of interleukin (il)-12 in the first month after transplant, 
tolerant recipients exhibited IL-12 resistance, as evidenced 
by baseline plasma levels of IFN-gamma but elevated HA. DSG was shown to 
inhibit iL-12-driven IFN-gamma production by a mechanism 
associated with inhibition of nuclear factor kappa-B. Conclusions. In 
this model, peritransplant induction of tolerance is promoted by 
efficient elimination of sessile lymph node T cells and control of the 
proinflammatory IFN-gamma response by a mechanism that appears to involve 
resistance to IL-12. 
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ABSTRACT: We established a colony of MHC class I deleted (knockout) NZB 
mice, which lack the beta-2 microglobulin gene (NZB . beta-2m-/- ) , to 
characterize the contribution of MHC class I to the thymic 
microenvironment abnormalities, autoantibody production and lupus-like 
disease of NZB mice. Using an extensive panel of well characterized 
monoclonal antibodies defining thymic epithelial and other 
stromal elements, we demonstrated that deletion of MHC class I molecules 
does not change the thymic abnormalities, including the presence of a 
cortical epithelial cell free region, ectopic expression of medullary 
epithelial antigens, and the irregular shape of the medullary epithelial 
network of NZB mice. Moreover, the decreased staining of MTS 33+ cells, a 
marker of premature thymocyte maturation, was also seen in 



NZB.beta-2m-/-. However, although NZB cntdot beta-2m-/- mice had 
approximately the same levels of IgM and IgG anti-ss and dsDNA antibodies 
when compared to control NZB mice, there were significant alterations in 
the incidence and onset of anti-erythrocyte antibody levels. 
NZB.beta-2m-/- had a lower incidence and a delayed onset of 
anti-erythrocyte autoantibody production compared to that seen in NZB 
mice. We also compared constitutive and PHA-P-driven levels of IFN-gamma, 
IL-4, IL-6, and IL-12 in cells from NZB, NZB . beta-2-/- , and 
control C57BL/6 mice. Mitogen stimulated cells showed a decreased 
IFN-gamma, and a marked increase in IL-6 and IL-12 in NZB and 
NZB.beta-2m-/- mice. 
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The invention and some key words/search terms are listed: 

1 . A monoclonal humanized antibody to the human IL-12 p75 heterodimer which consists of a 
p35 subunit and a p40 subunit forming a p75 heterodimer wherein the monoclonal antibody 

a. Reacts w/an eptiope presented by the p75 heterodimer of human IL-12 but is not reactive 
with any epitope presented by said p40 subunit 

b. Is produced from a cell line of the mouse which is deficient in the gene encoding said p35 
subunit or the p40 subunit of IL-12 

c. Cross reacts w/ the rhesus monkey IL-12 

d. Produced by a hybridoma having ATCC # HB-1 2446, 1 2447, 1 2448, or 1 2449 

e. Neutralizes 90% fo the bioactivity of human IL-12 by inhibiting IL-12 stimulated PHA- 
activated human lymphoblast proliferation (IFN-gamma production) wherein the 
concentration of the antibody is 0.5 ug/mL and the concentration of human IL-12 is 0.25 
ng/mL 



2. A hybridoma capable of producing the monoclonal antibody mentioned above 

-^S (IL-12 or eytotoxic(w)lymphocyte(w)maturation(w)factor or NK(w)CSF or 

natural(w)killer(w)cell(w)stimulatory(w)factor or heterodimeric(w)cytokine? Or NK(w)LAK or ~ 
>6 L1 and (p35? And p40?) or (35 kDa and 40kDa) and (p75? Or 75kDa) c^^r4^7 ^rs^£^T 1 < 
S L2 and (monoclonal(w)antibod? Or antagonist? Or h eterodimeri c(w)s pecific(w)antibod ? Or 
1 6F2 or 1 6G2 or 20E1 1 or 5F2 or 20C2) „ _ H ^ 7Z\touU 

S L2 and (humaniz?) . - t ^*^/f£,«A2 : , 



S L3 and cell(w)line? And (mouse? Or mammal? Or knock(w)out) 



DrHB12447) tf At cC( V ^ AO J 

deplet? Or destroy?pr decreas? Or downregulaf?) nvAS&Q of Bttf^ 
rtohemoagglutinin?r A<™*4**i+*>1 tyiy^ltfaty ^ ^t^yy^2%^4^ 



S L4 and (monkey? <^=ffie§^- (*&d2P 

S L5 and (hybridoma? Or HB12447) ix Af cC ^ 

S L6 and (neutraliz? Or < 

S L7 and (PHA? Or phytohemoagglutinin?)* 

S L8 and IFN? 

S L9 and (lymphoblast?(w)proliferation?) 

S L10 and (concentration? Or ,25(w)ng(w)mL or .5(w)ug(w)mL) 
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S L12 and (immunoassay? Or ELISA? Or lymphocyte(w)proliferation(w)assay?) c tfy ^4/^^J 
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